108
109 Library preparation 110 Our laboratory has previously described a mNGS library prep protocol for RNA using the New 111 England Biolabs Ultra II Library Prep Kit [13] [14] [15] . In this protocol, RNA was quantified using 112 QuBit, fragmented in a magnesium-based buffer at 94ºC, primed with random hexamers, and 113 reverse transcribed to form cDNA. Libraries were made Illumina-compatible by blunting ends 114 of cDNA and adding non-templated d-A tails. Loop adaptors were ligated and cleaved with 115 uracil-specific excision reagent (USER) enzyme before PCR enrichment was performed with 116 sample-specific octamer primers.
117
118 To miniaturize and adapt this procedure to the Echo 525, we tested several protocol 119 modifications involving reduced volume of reagents (Table 1) using variable HeLa RNA input 120 (0, 0.1, 0.5, 1, and 5 ng in 5uL of water). Reagents for each step, including ERCC spike-ins, 121 were prepared as a master mix and miniaturized volumes were dispensed using the Echo 525.
122 The ideal number of PCR cycles is input-dependent and should be optimized depending on 123 sample characteristics; for this miniaturized protocol, 19 PCR cycles were used to achieve 124 adequate amplification of very low input samples. 
